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ABSTRACT

Survival was determined for Escherichia coli B disseminated
as an aetrosol from the dry state. Survival in nitrogen, like
that for wet dissemiration, was better at low than at high
relative humidity (RH). At high RH, survival was characterized
by critical zores of instability as a function of RH; instability
occurred at 100, 95, 78, 70 and 60% RH, In air, percentage
survival was less than that in nitrogen at low RH; the reverse
was found at high RH, The effect was attributed to oxygen.

In general, results support the conclusion that, at first glance,
survival is related to bacterial water content, the latter
increasing with RH. However, a more detailed analysis of

results indicates that survival might not be exactly related

to bacterial water content. It is shown that death occurred

as a result of rehydration and that treatment of E. colli B

before aerosolization affected its aerosol stablility characteristies.




I. INTRODUCTION™

The aerosol survival of microorganisms has been reviewed by Anderson
and Cox.! Their account showed that although much work had been done
using wet disseminated aerosols, little work had used dry disseminated
aerosols. The work reported in the present paper was performed teo help
redress the balance and because Cox® suggested that aerosol survival was
related to water content of bacteria. Hence, phenomena such as critical
minima in survival as a function of relative humidity (RH)‘?’6 and toxicity
of oxygen®+7+8 ghould occur also for aerosols generated from the dry state.
This ctudy was performed to test this idea.

II. MATERTALS AND METHODS

Aerosols generated with a disseminator designed by E. Flurie** yere
stored in a rotating drum.® Freeze-dried powders were prepared with a
Waffle Iron freeze dryer® from 16-hour cultures of Escherichia coli B
washed in distilled water. Following preparation, the powders were stored
in vacuo at -70 C.

In initial experiments, spores of Bacillus subtilis var. niger were
used as a tracer for physical decay.! However, it soon became evident
that E. coli B and B. subtilis var. niger spores did not show the same
pthical decay. Therefore, the freeze-dried E. coli B were Sﬁgged by
c1% to determirne physical decay. The disadvantages of the C** method,®
including an increaced radioactive count in the spray suspension between

. initiation and ccmpletion (1 minute) of dissemination, did not occur for
the present studies, although the effect of collecting fluid¥*¥** was still
present.?

Variables considered in this study of aerosol survival at various
relative humidities were: survival in air versus nitrogen; storage of
powder versus no storage; use of sucrose during freeze-drying versus no
sucrose; use of sucrose in the collecting fluid versus no sucrose. Data
for critical minima were confirmed by duplicate experiments.

Details of preparation of materials and methods of testing have been
described previously.2

#* This report should not be used as a literature citation in material to
be published in the open literature. Readers irterested in referencing
the information contained herein should contact the author to
ascertain when and where it may appear in citable form.

*% Eugene G, Flurie, Special Operations Division, perscral communication.
%%% The addition of sucrose to the collecting fluid causes quenching during
the scintillation assay of the radioactive isotope.



IIT. RESULTS

A, AERCSOL SURVIVAL OF ESCHERICHIA COLI B IN NITROGEN

Survival percentages at aerosol ages of 2, 15, and 30 minutes are
shown in Figures 1, 2, and 3. It is apparent that survival was better
at low than at high RH. At high RH the survival was characterized by
critical zones of instability as a function of RE; instability cccurred
at 100, 95, 78, 70, and 607 RH (Fig. 3). The data in Figures ¥ to 3 were
obtained within 24 hours of preparing the powder.

Figures 4, 5, and 6 show the aerosol survival after storing the freeze-
dried powder of E. coli B in vacuo at -70 C for 7 days. The aerosol
survival was again higher at low RH than at high RH. Comparison of
Figures &4 to 6 with Figures 1 to 3 indicated that storage of E. coli B
in vacuo for 7 days at ~70 C caused a decrease in aerogol stability,
especially at low RH. Figures 7, 8, and 9 show the aerosol survival of
E. coli B freeze-dried in the presence of 0.3 M sucrose. The presence of
sucrose during freeze-drying enhanced survival (217 survival for freeze-
dried from distilled water and 39% survival for freeze-dried from sucrose),
but it was not generally beneficial in enhancing aerosol survival. Including
1 M sucrose in the collecting fluid caused little effect (Fig. 9), as was
also the case for data in Figures 1 to 3, except at very high RH, where
survival was enhanced.

B. AEROSOL SURVIVAL OF ESCHERICHIA COLI B IN AIR

Figures 10, 11, and 12 compare the aerosol survival of E. coli B in
air and in nitrogen. Survival in air was less than that in nitrogen at
.low RH; the reverse was found at high RH. At high RH, air in place of
nitrogen tended to eliminate the critical regions in survival as a function
of RH,
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IV. DISCUSSION

After showing that evaporation rate did not influence zerosol survival,
it was suggested® that RH was important with regard to survival through its
influence on bacterial water content. If this were sc, then many of the
phenomena shown for wet disseminated aerosols should be observable with dry
disseminated aerosols. Of these phenomena, the most important were the
extremely critical nature of the response of survival to RH at high RE*-©
and the toxic nature of air due to oxygen below 707 RH.2*” 1In general,
the experiments reported in this paper support the above observations, in
that critical minima appeared at high RH and that air was toxic below 577%
RH. Also these data, for dry dissemination where evaporation in aerosols
does not occur, support the conclusion that rehydration rather than evapcra-
tion is the important process with regard to survival in aeroscls.® How-
ever, more exacting comparisons of the present data with those for wet
dissemination enable more information to be obtained. For dry dissemination
inie anitrogzen, minima occurred at 100, 95, 78, 70, and 60% RH, while for
comparable wet dissemination, minima occurred at 00, 97, 86.8, and 85.7%
RH,2+3  If survival were truly related to water content, then the two sets
of data should nearly coincide. Exact numerical equivalence would not be
expected because of hysteresis in the ‘sorption isotherm.!® Such hysteresis
would result in the minima for dry dicsemination occurring at higher RH
than the minima for wet dissemination. This would also be the situation
for bacteria that had not reached equilibrium with regard to water content
and RH. Clearly the data show that the reverse situation is the case.

At this stage it is not known why the positions of the minima for wet and
dry dissemination do not agree more closely. Also the effect of air at
high RH was different for wet and dry dissemination. For wet dissemination
the responses in air and nitrogen at high RH were very similar;3¢” for dry
~dissemination, air prevented the appearance of the minima. In addition,
the results with sucrose do not agree with those for wet dissemination,}l
Hence, the conclusion is that wet and dry disseminated aerosols are not
equivalent, i.e., the handling of E. coli B before aerosolization must
affect its aerosol stability characteristics.

As stated earlier, the evaporation phaze 1is absent for dry dissemina-
tion and therefore, in nitrogen, death must occur through rehydration, as
previously suggested.®-® 1In the region of the critical minima in survival
as a function of RH it is rehydration during ccllection in the impinger
that causes loss of viability.?~®

The protecting effect of air at high RH suggests that oxygen can
inhibit the occurrence of critical minima in the survival as a functiom
of RH. It was found that, for wet dissemination, the occurrence of
critical minima was associated with failure of aerobic metabolism,i®
Anaerobic metabolism was also inhibited.* Since the same cause of loss

* Unpublished data,
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of viability probably occurred for dry dissemination, then oxygen must
be able at least partially to inhibit the mechanism causing loss of
aerobic and anaerobic metabolism. This inhibition may well be a free-

radical-induced phenomenon,”



1.

2.

5.

10.

13

LITERATURE CITED

Anderson, J.D.; Cox, C.S. 1967. Microbial survival. Symp. Soc.
Gen, Microbiol. 17:203-226.

Cox, C.S. 1968, The aerosol survival cf Escherichia coll B
in nitrogen, argon and helium atmospheres and tne influence of
relative humidity. J. Gen. Microbiol. 50:139-147.

Cox, C.S. 1966. The survival of Escherichia coli atomized into
air and into nitrogen from distilled water and from sclutions cf
protecting agents, as a function of relative lwumidity. J. Gen.
Microbiol. 43:383-399.

Cox, C.S. 1966. The survival of Escherichia coli in nitrogen under
changing conditions of relative humidity. J. Gem. Microbiol. 45:
283-288.

Cox, C.S. 1967. The aerosol survival of Escherichia coli Jepp
sprayed from protecting agents into nitrogen atmospheres uader
shifting conditions of relative humidity. J. Gen. Micrecbiol.
49:109-114.

Cox, C.S. 1968. The aerosol survival w«nd cause of death of
Escherichia coli K12, J. Gen. Microbiol., 54:169-175.

Cox, C.S.; Baldwin, F. 1967. The toxic effect of oxygen upon the
aerosol survival of Escherichia coli B. J. Gen. Microbiol. 49:113-117.

Hess, G.E. 1965. Effects of oxygen on aerosoclized Serratia marcescens.
Appl. Microbiol. 13:781-787.

Zimmerman, L. 1962, Survival of Serratia marcescens after freeze-
drying or aercsolization at unfavorable humidity. J. Bacteriol.
84:1297-1302.

Bateman, J.P,; Stevens, C.L.; Mercer, W.B.; Carstensen, E.L.
1962. Relative humidity and the killing of bacteria: the variation
of cellular water content with external relative humidity or
osmolality. J. Gen. Micrcbiol, 29:207-219.

Cox, C.S. 1965. The mode of action of protecting agents. 1st Int.
Symp. Aerobiol., p. 345-368.

Cox, C.S. 1969, The cause of loss of viability of airborne
Escherichia coli K12. J. Gen. Microbiol. 57:77-80.




17

Unclassified
Security Clasaification

DOCUMENT CONTROL DATA-RAD

(Secwrity classification of title, Sody of abstract and indexing annotation rauat ba entered whenr the overall repoet |s classified)

1. ORIGINATING ACTIVITY (Corpm“ .HM) i, REPORT STCURITY CLASLIFIZATION
Department of the Army Unclassified
Fort Detrick, Frederick, Maryland, 21701 b oRrouR

3. REPOMT TITLE

AEROSOL SURVIVAL OF ESCHERICHIA COLI B DISSEMINATED FROM THE DRY STATE

4. OESCRIPTIVE NOTES (Type of report and Inclusive dates)

8. AUTHON(S) (Firet naowe, midZe initial, 1set name)

Christopher S. Cox

6. ACPORT DATE Ta, TOTAL NC. OF PAGCS 70. RO. OF REFS
December 1969 17 12
B3. COMNTRACT OR GRANMTY NO. fSa. ORIGINATOR'S REPORT NUMBER(S)
n eroszctmo.  1T061101A9 1A Technical Manuscript 565
e. Task-Work Unit 00-007 95, OTHER REPORT MOI(3) (Any ofher nimbers [hat may be aseigied
this report)
¢« DD 1498 Agency Access. DA OL 0007 CMs 6599  SMUFD-AE-T 49555

10, DISTNI.BUTION STATEMENT . . N .
Qualified requesters may obtain copies of this publicaticn from DDC.

Foreign anncuncement and dissemination of this publication by DDC is not authorized.
Release or announcement to the public is not authorized.

11. SUPPLEMENTARY NOTES 2. BPONSORING MILITARY ASTIVITY

Department of the Army
Fort Detrick, Frederick, Maryland, 21701

ABSTRACT
h\\)Sm:vival was determined for Escherichia coli B disseminated as an aeroscl from the
dry state. Survival in nitrogen, like that for wet dissemination, was better at low
than at high relative humidity (RH). At high RH, survival was characterized by
critical zones of instability as a function of RH; instability occurred at 100, 95,
78, 70 and G60% RH. In air, percentage survival was less than that in nitrogen at
low RH; the reverse was found at high RH. The effect was attributed to oxygen.
In general, results support the conclusion that, at first glance, survival is related
to bacterial water content, the latter increasing with RH., However, a more detailed
analysi: of results indicates that survival might not be exactly related to bacterial
water content. It is shown that death occurred as a result of rehydration and that
* treatment of E. coli B before aerosolization affected its aerosol stability
| characteristics. 'fﬂi”

14. Key Words

Escherichia coli B Relative humidity
Powder Oxygen
Survival
Nitrogen
Additives
Aerosols
DD 570473 Seeslata antRlyTa 1 o Ten Unclassified

Security Clessification



